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H I G H L I G H T S
• Syntaxin-1 forms nanoclusters on the plasma membrane.
• Multiple molecular mechanisms regulate syntaxin-1 nanoclustering on the plasma membrane.
• Synaptic activity, phosphoinositides and SNARE complex assembly diﬀerentially control syntaxin-1 nanoclusters.
• Super-resolution microscopy has the potential to uncover the design principles governing regulated exocytosis.









A B S T R A C T
Communication between cells relies on regulated exocytosis, a multi-step process that involves the docking,
priming and fusion of vesicles with the plasma membrane, culminating in the release of neurotransmitters and
hormones. Key proteins and lipids involved in exocytosis are subjected to Brownian movement and constantly
switch between distinct motion states which are governed by short-lived molecular interactions. Critical bio-
chemical reactions between exocytic proteins that occur in the conﬁnement of nanodomains underpin the
precise sequence of priming steps which leads to the fusion of vesicles. The advent of super-resolution micro-
scopy techniques has provided the means to visualize individual molecules on the plasma membrane with high
spatiotemporal resolution in live cells. These techniques are revealing a highly dynamic nature of the nanoscale
organization of the exocytic machinery. In this review, we focus on soluble N-ethylmaleimide-sensitive factor
attachment receptor (SNARE) syntaxin-1, which mediates vesicular fusion. Syntaxin-1 is highly mobile at the
plasma membrane, and its inherent speed allows fast assembly and disassembly of syntaxin-1 nanoclusters which
are associated with exocytosis. We reﬂect on recent studies which have revealed the mechanisms regulating
syntaxin-1 nanoclustering on the plasma membrane and draw inferences on the eﬀect of synaptic activity,
phosphoinositides, N-ethylmaleimide-sensitive factor (NSF), α-soluble NSF attachment protein (α-SNAP) and
SNARE complex assembly on the dynamic nanoscale organization of syntaxin-1.
1. Overview
Regulated exocytosis is a fundamental biological process that is
crucial for numerous cellular functions, including neurotransmission,
cell migration and cell diﬀerentiation. This process is complex and
entails multiple steps: 1) the translocation of secretory vesicles to the
plasma membrane, 2) the docking of vesicles to the plasma membrane,
3) the priming step where the vesicle becomes fusion-competent, and
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ﬁnally, 4) the fusion step triggered by calcium inﬂux (Fig. 1). The so-
luble N-ethylmaleimide-sensitive factor attachment receptor (SNARE)
proteins are central players in mediating exocytosis. The plasma
membrane-associated SNAREs syntaxin-1 and SNAP-25 interact with
the vesicle-associated SNARE synaptobrevin to form trans-SNARE
complexes. Zippering of the SNARE complex provides the energy re-
quired to initiate vesicle fusion (Jahn et al., 2003; Rizo et al., 2006;
Sudhof and Rothman, 2009). Over the past few decades, our under-
standing of regulated exocytosis has increased substantially with the
identiﬁcation of regulatory proteins and lipids involved in this process.
However, the molecular mechanisms which control the events leading
to vesicle fusion are not fully understood (Han et al., 2017; Jahn and
Fasshauer, 2012). These events are thought to stem from a series of
biochemical reactions which facilitate the docking, priming and fusion
of vesicles with the plasma membrane. As molecules are subjected to
Brownian motion, their availability to perform these reactions at exo-
cytotic sites is restricted in space and time. The spatiotemporal orga-
nization of molecules into nanodomains of the plasma membrane is
therefore emerging as a fundamental means to generate a conﬁned
environment with high local concentrations of the molecules which are
necessary for the reactions that mediate the vesicle docking, priming
and fusion steps.
Syntaxin-1 steady-state distribution is predominantly on the plasma
membrane, and several studies have shown that it forms nanoclusters in
this region (Bademosi et al., 2017; Kasula et al., 2016; Milovanovic and
Jahn, 2015). Syntaxin-1 constantly switches between freely diﬀusing
(mobile) and clustered (immobile) states at the plasma membrane
which facilitate rapid assembly or disassembly of syntaxin-1 na-
noclusters in response to stimulation. In this review, we begin by dis-
cussing our current understanding of the dynamic organization of
syntaxin-1 on the plasma membrane. We describe the recent super-re-
solution microscopy studies which have investigated how activity,
phosphoinositides, N-ethylmaleimide sensitive-factor (NSF), α-soluble
NSF attachment protein (α-SNAP) and SNARE complex assembly dif-
ferentially aﬀect the dynamics and organization of syntaxin-1 in neu-
ronal synapses and neurosecretory cells. We then discuss the mechan-
isms which are known to regulate syntaxin-1 clustering on the plasma
membrane and present insights gained from computational modelling
of syntaxin-1 dynamics on the plasma membrane.
2. Dynamic organization of syntaxin-1 on the plasma membrane
Earlier studies using conventional ﬂuorescence microscopy revealed
a spatially heterogeneous distribution of syntaxin-1 on the plasma
membrane (Lang et al., 2001; Ohara-Imaizumi et al., 2004; Rickman
et al., 2004). Using epiﬂuorescence microscopy, Lang et al. (2001)
found that syntaxin-1 forms clusters∼ 170 nm in diameter on plasma
membrane sheets derived from pheochromocytoma (PC12) cells.
Ohara-Imaizumi et al. (2004) subsequently used total internal reﬂection
ﬂuorescence (TIRF) microscopy to demonstrate similar syntaxin-1
clusters (∼256 nm in diameter) in pancreatic β cells. Rickman et al.
(2004) observed larger syntaxin-1 clusters of diameter∼ 700 nm in
chromaﬃn cells using confocal microscopy. Furthermore, these earlier
studies found that syntaxin-1 colocalizes with SNAP-25 in clusters as
well as with secretory vesicles in various cells types, suggesting that
syntaxin-1 clusters could act as docking and fusion sites for secretory
vesicles in neuroendocrine cells (Lang et al., 2001; Ohara-Imaizumi
et al., 2004; Rickman et al., 2004). However, more recent super-re-
solution microscopy studies have provided a much more reﬁned picture
of syntaxin-1 organization on the plasma membrane.
2.1. Nanoscale organization of syntaxin-1 on the plasma membrane
Using stimulated emission depletion (STED) super-resolution mi-
croscopy (see Box 1), Lang's group made a major advance in char-
acterizing syntaxin-1 nanoclusters on the plasma membrane sheet de-
rived from PC12 cells (Sieber et al., 2006, 2007). They estimated the
average syntaxin-1 clusters to be ∼50–60 nm in diameter, with a
density of∼20 clusters per μm2. In a subsequent study, photoactivated
localization microscopy (PALM) technique (see Box1) was used to
conﬁrm the presence of syntaxin-1 nanoclusters (∼50 nm in diameter)
in the plasma membrane of ﬁxed PC12 cells (Rickman et al., 2010).
More recently, by applying the direct stochastic optical resolution mi-
croscopy (dSTORM) technique (see Box1), Bar-On et al. (2012) were
able to provide a comprehensive quantiﬁcation of various parameters of
syntaxin-1 clusters in ﬁxed PC12 cells. They found that the average
diameter of a syntaxin-1 cluster is ∼94 nm, that the average density is
∼14 clusters/μm2 and that these clusters are elliptical-shaped. Notably,
they presented evidence for a density gradient within individual syn-
taxin1 clusters, with the density decreasing from the centre of the
cluster to its periphery. Some of the apparent discrepancies in the es-
timates of cluster size between the earlier studies using conventional
microscopy (Lang et al., 2001; Ohara-Imaizumi et al., 2004; Rickman
et al., 2004) and the super-resolution microscopy studies (Bar-On et al.,
2012; Sieber et al., 2006, 2007) could have stemmed from the dif-
fraction-limited resolution of conventional microscopy.
More recent studies have also reported syntaxin-1 nanoclusters in
neuronal synapses. A recent study using dual colour super-resolution
imaging demonstrated that syntaxin-1, SNAP25 and Munc18-1 are or-
ganized into nanodomains with a diameter< 200 nm in cultured
mouse hippocampal neurons (Pertsinidis et al., 2013). Another study
using PALM imaging observed co-clustering of syntaxin-1 and Munc18-
1 in synapses of cultured rat cortical neurons (Kavanagh et al., 2014).
While a STED microscopy-based study demonstrated syntaxin-1 na-
noclusters at the neuromuscular junctions (NMJs) of ﬁxed Drosophila
larvae and reported that these clusters were more abundant and
Fig. 1. Schematic of the critical molecular steps involved in vesicle fusion.
(A) Vesicle approaching the plasma membrane where syntaxin-1, SNAP-25 and
Munc18-1 are organized as nanoclusters. (B) Secretory vesicle in close appo-
sition to the plasma membrane of the cell where the three SNARE proteins and
priming regulators such as Munc18-1 and Munc13 mediate SNARE complex
formation. (C) The initiation of SNARE complex and fusion pore formation. (D)
The inclusion of αSNAP and NSF during vesicle fusion. (E) Disassembly of
SNAREs and the release of proteins involved in vesicle fusion.
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relatively larger in size (diameter > 80 nm) at active zones (Ullrich
et al., 2015), a PALM-based study provided further evidence for syn-
taxin-1 nanocluster organization at the NMJs of ﬁxed Drosophila larvae
(Bademosi et al., 2017). The diameter of these clusters estimated in the
latter study was relatively large (∼100 nm in radius) but decreased
signiﬁcantly following thermogenetic or optogenetic stimulation, sug-
gesting synaptic activity-dependent dynamic reorganization and release
of syntaxin-1 molecules from nanoclusters. Using nanobodies speciﬁ-
cally targeting syntaxin-1 and SNAP-25, a STED microscopy-based
study reported that these two molecules form clusters in the extra-
synaptic regions and that the extrasynaptic population of syntaxin-1
relocates to the synapses upon stimulation in hippocampal cultured
neurons (Maidorn et al., 2019).
Overall, these studies established the existence of nanometre-sized
syntaxin-1 clusters on the plasma membrane. These clusters have dif-
ferent sizes, and it is unclear what causes such variations in mor-
phology. It is likely that a combination of factors, including cell-type
speciﬁcity, super-resolution imaging techniques, ﬂuorescent probes and
analysis tools, could contribute to such variations. More recent research
has shed light on the dynamic nature of the syntaxin-1 nanoclusters,
which we review next.
2.2. Nanoscale dynamics of syntaxin-1 on the plasma membrane
Using the ﬂuorescence recovery after bleaching (FRAP) technique
(see Box 1), Sieber et al. (2007) assessed the mobility of wild-type and
mutant forms and deletion constructs of syntaxin-1 in PC12 cells. They
found that a weak homophilic interaction between syntaxin-1 mole-
cules involving the SNARE motif is suﬃcient for syntaxin-1 clustering
on the plasma membrane and that there is a dynamic equilibrium be-
tween free and clustered subpopulations of syntaxin-1 molecules.
Brownian dynamics simulations of self-interacting syntaxin-1 molecules
further conﬁrmed these ﬁndings (see Section 5). Subsequent studies
which tracked individual syntaxin-1 molecules tagged with green
ﬂuorescent protein (GFP) using TIRF microscopy provided further
evidence for constant exchange between freely diﬀusing and clustered
subpopulations of syntaxin-1 in PC12 cells (Gandasi and Barg, 2014;
Knowles et al., 2010). Syntaxin-1 clusters have also been observed to
assemble and disassemble at sites of docked secretory vesicles (Barg
et al., 2010; Gandasi and Barg, 2014).
Combining FRAP and single particle tracking (SPT) experiments
with computational modelling, an elegant study investigated syntaxin-1
mobility in cultured rat spinal neurons (Ribrault et al., 2011). The
Box 1
A brief overview of imaging techniques.
Numerous imaging techniques have been used to investigate syntaxin-1 dynamics and organization on the plasma membrane. Here, we
brieﬂy describe diﬀerent imaging techniques discussed in this review (see Maglione and Sigrist (2013); Sydor et al. (2015); and Nicovich
et al. (2017) for more detailed reviews of these techniques). Fluorescence recovery after photobleaching (FRAP) works by selective
bleaching of a ﬂuorescently tagged protein of interest in a small region of the plasma membrane. The recovery of the ﬂuorescence signal in
the bleached region is then recorded to assess the mobility of the protein (Halemani et al., 2010; Merklinger et al., 2017; Ribrault et al.,
2011; Sieber et al., 2007; Zilly et al., 2011). Stimulated emission depletion (STED) microscopy works by overlapping a doughnut-shaped
beam with the excitation beam to selectively switch oﬀ ﬂuorescent proteins with the exception of those at the centre of the doughnut. This
technique allows for the quantiﬁcation of the size distribution of protein clusters on the plasma membrane (Klar and Hell, 1999; Sieber
et al., 2006; Sieber et al., 2007; van den Bogaart et al., 2011). Single-molecule localization microscopy (SMLM) techniques stochas-
tically activate a small subset of photoswitchable ﬂuorescent probes at any given time. The centroid of the point spread function of detected
ﬂuorescent probes is used to determine the position of the protein of interest with a precision of ∼10–50 nm. The SMLM techniques that
have been used to study syntaxin-1 are as follows: Photoactivated localization microscopy (PALM) uses photo-switchable ﬂuorescent
proteins such as mEos2 and Dendra2. PALM allows for the characterization of the size and distribution of protein clusters in ﬁxed and live
cells and allows single particle tracking (sptPALM) in live cells (Bademosi et al., 2017, 2018a, 2018b; Manley et al., 2008; Vanhauwaert
et al., 2017; Yang et al., 2012). Unlike PALM, stochastic optical reconstruction microscopy (STORM) uses photoswitchable organic
ﬂuorophores to immunolabel endogenous proteins (Bar-On et al., 2012; Rust et al., 2006). In universal point accumulation in nanoscale
topography (uPAINT), a low concentration of ﬂuorescently labelled ligand is added to cells, and the protein of interest is tracked when the
ﬂuorescently labelled ligand in the extracellular milieu binds to the protein on the membrane (Giannone et al., 2010; Kasula et al., 2016). It
is an excellent imaging technique for tracking the dynamics of endogenous membrane proteins.
While super-resolution imaging techniques have started to yield quantitative insights into the organization of syntaxin-1 and other
exocytic proteins on the plasma membrane, the potential pitfalls in using these techniques should be avoided to ensure accurate data
interpretation. Here, we brieﬂy outline potential sources of artefacts (see Durisic et al. (2014); Endesfelder and Heilemann (2014); Lambert
and Waters (2017)) for comprehensive reviews on this topic). It is common practice in imaging studies to transiently overexpress ﬂuor-
escently tagged protein of interest. Overexpression could alter the cellular localization and even the function of the overexpressed protein
(Gibson et al., 2013), and imaging overexpressed ﬂuorescently tagged proteins could lead to an under- or over-estimation of nanocluster
size and molecular density within nanoclusters. One possible way to overcome overexpression artefacts is to use genome editing to label
endogenous proteins with ﬂuorescent proteins (Xia et al., 2016). The ﬂuorescent tags such as GFP and mEos2 could themselves cause
undesired protein clustering and altered protein organization on the plasma membrane (Wang et al., 2014). This limitation could possibly
be overcome by validating the ﬁndings using diﬀerent ﬂuorescent tags. Antibodies can be used to localize endogenous proteins. However,
due to bivalency, antibodies could lead to cross-linking and artiﬁcial clustering of proteins. This could be prevented by developing and
using small-sized monovalent nanobodies for super-resolution imaging (Maidorn et al., 2019; Ries et al., 2012). Due to blinking and
reactivation of photoactivatable ﬂuorophores, the same ﬂuorophore can appear multiple time during imaging leading to overcounting and
artiﬁcial clustering (Annibale et al., 2011; Durisic et al., 2014; Endesfelder and Heilemann, 2014). The overcounting could be corrected
using appropriate computational tools and appropriate controls (Coltharp et al., 2014). Sample preparations and ﬁxation methods could
aﬀect the protein organization on the plasma membrane (Richter et al., 2018; Tanaka et al., 2010; Whelan and Bell, 2015), so careful
validation of protocols is essential to avoid ﬁxation artefacts. In summary, reliable super-resolution microscopy studies require paying
careful attention to choosing the appropriate ﬂuorescent tags, optimising the sample preparation and ﬁxation protocols, using the right
image acquisition parameters, correcting for undercounting and overcounting, and analysing the data with suitable computational tools. It
is therefore advisable to use independent super-resolution techniques to quantify nanoclustering parameters of proteins of interest.
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authors showed that syntaxin-1 rapidly exchanged between synaptic
and extra-synaptic regions and that syntaxin-1 mobility was sig-
niﬁcantly lower in the former regions. Importantly, syntaxin-1 ex-
hibited relatively more frequent pause events at these synaptic sites,
and perturbations of the interactions between syntaxin-1 and its part-
ners altered syntaxin-1 mobility and the frequency of pause events. The
authors used a reaction-diﬀusion kinetics-based model to estimate ki-
netic parameters of the interactions between syntaxin-1 and its partners
(see Section 5). The model predicted that, due to region-speciﬁc var-
iations in kinetic rate constants, the fraction of bound syntaxin-1 mo-
lecules was higher in synaptic regions than in extrasynaptic regions.
Further, the deletion of the syntaxin-1 SNARE domain and the enzy-
matic cleavage of SNAP-25 decreased the values of aﬃnity constants,
leading to increased syntaxin-1 mobility and reduced frequency of
pausing events. Recently, similar mobility patterns of syntaxin-1 were
observed in synaptic and extrasynaptic regions of cultured rat hippo-
campal neurons (Schneider et al., 2015). Together these studies de-
monstrate that the interactions between syntaxin-1 and its partners
aﬀect syntaxin-1 mobility in synapses.
3. Stimulation diﬀerentially regulates the dynamic organization
of syntaxin-1 in neurosecretory cells and neurons
Although the same molecular players appear to regulate exocytosis
in diﬀerent cells, the kinetics of exocytosis vary widely across cell types.
For instance, the characteristic timescale of calcium-triggered synaptic
vesicle exocytosis in neuronal synapses is ∼0.1–1ms, whereas that of
calcium-triggered secretory vesicle exocytosis in PC12 cells is∼8–160 s
(Martin, 2003). One of the main morphological diﬀerences between
nerve terminals and neurosecretory cells is the abundance of pre-
docked vesicles. Whereas presynaptic active zones are ﬁlled with
docked vesicles, there is a paucity of pre-docked vesicles in PC12 cells
(Li et al., 2018). It is therefore conceivable that, in the presynaptic
membrane, the exocytic molecular machinery and fusion sites are pre-
assembled to cater for fast neurotransmitter release, whereas, in neu-
rosecretory cells, the exocytic machinery needs to be assembled to
generate de novo fusion sites in response to stimulation.
3.1. Syntaxin-1 dynamics in neurosecretory cells
As discussed earlier, syntaxin-1 clustering on the plasma membrane
is critical for secretory vesicle docking and priming in PC12 cells.
However, whether activity-dependent secretory vesicle release aﬀects
the nanocluster organization of syntaxin-1 is not well understood. To
address this, Kasula et al. (2016) imaged syntaxin-1-GFP using uni-
versal point accumulation in nanoscale topography (uPAINT) and
Munc18-1-mEos2 using sptPALM in PC12 cells engineered to knock
down Munc18-1/2 (DKD-PC12 cells). First, using dual colour super-re-
solution imaging, the authors demonstrated a partial overlap between
syntaxin-1-GFP and Munc18-1-mEos2 nanodomains in ﬁxed DKD-
PC12 cells. Interestingly, upon acute stimulation with barium, which
triggers exocytosis, the mobility of Munc18-1-mEos2 increased in live
DKD-PC12 cells. Although barium stimulation did not aﬀect syntaxin-1-
GFP mobility in DKD-PC12 cells, syntaxin-1-GFP mobility decreased
signiﬁcantly in DKD-PC12 cells in which wild-type Munc18-1 was re-
expressed. These results suggest that syntaxin-1 is recruited to and
Munc18-1 is released from nanoclusters in an activity-dependent
manner, as the extent of mobility reﬂects the fraction of molecules
trapped in clusters. The domain 3a of Munc18-1 is essential for priming
vesicle prior to fusion (Martin et al., 2013). Intriguingly, there was no
activity-dependent change in syntaxin-1-GFP mobility in DKD-
PC12 cells expressing a priming-deﬁcient Munc18-1 mutant lacking 17
residues of domain 3a hinge-loop, suggesting that the Munc18-1 hinge
loop is involved in the release of Munc18-1 and the trapping of syn-
taxin-1 in nanoclusters. Furthermore, upon expression of botulinum
neurotoxin type E, which prevents SNARE complex formation, the ac-
tivity-dependent change in the mobility of syntaxin-1-GFP was blocked.
Together, these results suggest that a conformational change in the
Munc18-1 hinge loop controls the activity-dependent nanoscale re-
organization of syntaxin-1 and Munc18-1 and SNARE complex forma-
tion in PC12 cells.
3.2. Syntaxin-1 dynamics in neuronal synapses
Syntaxin-1 is organized as nanoclusters in the NMJs of Drosophila
larvae (Bademosi et al., 2017; Ullrich et al., 2015). To understand how
activity-dependent neurotransmitter release alters the nanocluster or-
ganization of syntaxin-1 in the presynaptic membrane, Bademosi et al.
(2017, 2018a, 2018b) developed a new protocol to image syntaxin-1-
mEos2 in the NMJs of ﬁxed and live third instar Drosophila larvae
(Fig. 2). Both thermogenetic and optogenetic stimulation raised the
ongoing presynaptic activity, increased the mobility of syntaxin-1-
mEos2, and decreased the cluster size and number of syntaxin-1 mo-
lecules in nanoclusters. These observations suggest that syntaxin-1
molecules are released from the pre-existing nanoclusters during ac-
tivity-dependent neurotransmitter release at NMJs, and raise the
question of what causes syntaxin-1 to pre-exist in nanoclusters at the
basal activity levels.
It is known that motor nerve terminals contain a large number of
docked and primed synaptic vesicles (Couteaux and Pecot-
Dechavassine, 1970) and that syntaxin-1 clusters at the vesicle docking
sites (Barg et al., 2010; Gandasi and Barg, 2014). One possibility
therefore is that these docked and primed synaptic vesicles trap syn-
taxin-1 into nanoclusters at basal activity levels. By expressing the light
chain tetanus toxin to prevent SNARE complex formation, Bademosi
et al. (2017) observed an increase in syntaxin-1 mobility and a decrease
Fig. 2. Single molecule imaging of syntaxin-1A-mEos2 in the NMJs of live
Drosophila larvae. (A) Type 1b synaptic boutons embedded in muscle 6 of the
second abdominal segment of the larvae were used for syntaxin1A-mEos2
imaging, (B) Low-resolution image of NMJs of live Drosophila third instar larvae
expressing syntaxin-1A-mEos2. (C–E) The average intensity, diﬀusion coeﬃ-
cient and trajectory maps of syntaxin-1A-mEos2 acquired using the sptPALM
technique. The scale bar is 5 μm. Inset: average intensity, diﬀusion coeﬃcient
and trajectory maps showing slow and fast populations of syntaxin-1A-mEos2
on the presynaptic membrane. This ﬁgure is reproduced with permission from
Bademosi et al. (2017).
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in the size of syntaxin-1 nanoclusters at the NMJs, akin to activity-de-
pendent changes in syntaxin-1 dynamics and organization. Further-
more, by using a Drosophila NSF mutant (comatose), the authors
showed that syntaxin-1 mobility decreased by preventing SNARE
complex disassembly.
Phosphatidylinositol (3,4,5)-triphosphate (PtdIns(3,4,5)P3) is re-
quired for syntaxin-1 clustering at the NMJs (Khuong et al., 2013).
Bademosi et al. (2017) found that PtdIns(3,4,5)P3 binding-defective
mutant syntaxin-1AKARRAA-mEos2 had higher mobility compared to the
wild-type syntaxin-1-mEos2 at NMJs, and thermogenetic stimulation
did not alter the mobility of syntaxin-1AKARRAA-mEos2. These ob-
servations provide evidence that PtdIns(3,4,5)P3 promote syntaxin-1
clustering, that syntaxin-1 nanoclusters contain pre-assembled SNARE
complexes, and that presynaptic activity leads to SNARE complex dis-
assembly and the release of syntaxin-1 from nanoclusters at NMJs of
Drosophila larvae.
4. Factors that regulate syntaxin-1 clustering on the plasma
membrane
Numerous other factors have been shown to control syntaxin-1
clustering on the plasma membrane (Milovanovic and Jahn, 2015).
Earlier studies identiﬁed cholesterol as a critical regulator of syntaxin-1
cluster stability, as cholesterol depletion from the plasma membrane
signiﬁcantly reduced syntaxin-1 clustering in the plasma membrane
sheet derived from PC12 cells and pancreatic β cells (Lang et al., 2001;
Ohara-Imaizumi et al., 2004). A recent study found that cholesterol
controls the stability of many diﬀerent protein assemblies on the
plasma membrane (Saka et al., 2014). It is therefore unclear whether
cholesterol has a direct or an indirect eﬀect on syntaxin-1 clustering.
Milovanovic et al. (2015) found that changes in cholesterol levels aﬀect
the membrane thickness and thereby aﬀect local hydrophobic mis-
match in the membrane. Hydrophobic mismatch, which occurs when
the length of the transmembrane domain region of a membrane protein
and the hydrophobic thickness of the membrane are diﬀerent, aﬀects
protein conformation, folding, activity and clustering (Killian, 1998).
Cholesterol-dependent changes in the hydrophobic mismatch in the
local membrane could be one possible mechanism by which cholesterol
regulates syntaxin-1 clustering. Interestingly, the transmembrane do-
main of syntaxin-1 is slightly shorter than that of syntaxin-4. The au-
thors further showed that this diﬀerence is suﬃcient to segregate the
two proteins into diﬀerent clusters.
Apart from cholesterol, protein-protein interactions play a critical
role in regulating syntaxin-1 clustering on the plasma membrane
(Sieber et al., 2006, 2007). Although the transmembrane domain region
of syntaxin-1 alone can form clusters on the plasma membrane (Sieber
et al., 2006), the homophilic protein-protein interactions involving the
SNARE motif are required to trap syntaxin-1 molecules into na-
noclusters (Sieber et al., 2007). Merklinger et al. (2017) recently pro-
posed that the transmembrane domain promotes loose clustering of
syntaxin-1, whereas the SNARE motif of the cytoplasmic domain fa-
cilitates the tight packing of molecules within the clusters.
Multiple lines of evidence suggest that phosphoinositides play a
critical role in syntaxin-1 clustering, with phosphatidylinositol (4,5)-
biphosphate (PtdIns(4,5)P2) being concentrated at the docking sites of
secretory vesicles (Aoyagi et al., 2005; Laux et al., 2000). Syntaxin-1
and PtdIns(4,5)P2 are known to associate with each other in diﬀerent
model systems (Murray and Tamm, 2009; Murray and Tamm, 2011;
van den Bogaart et al., 2011). The electrostatic interaction between
PtdIns(4,5)P2 and syntaxin-1 is suﬃcient for syntaxin-1 clustering in
PC12 cells (van den Bogaart et al., 2011). Micromolar concentrations of
calcium ions have also been shown to increase syntaxin-1 cluster size in
these cells (Milovanovic et al., 2016; Zilly et al., 2011). Milovanovic
et al. (2016) suggested that calcium could act as a charge bridge linking
multiple complexes of syntaxin-1 and PtdIns(4,5)P2 to promote syn-
taxin-1 clustering. More recently the electrostatic interaction between
PtdIns(3,4,5)P3 and syntaxin-1 was shown to be necessary for syntaxin-
1 clustering and neurotransmitter release at the NMJs of Drosophila
larvae. Consistent with these ﬁndings, Bademosi et al. (2017) found
that the cluster size of PtdIns(3,4,5)P3 binding-defective mutant syn-
taxin-1AKARRAA-mEos2 was smaller than the wild-type syntaxin-1A-
mEos2 in the NMJs of Drosophila larvae and did not change with
thermogenetic stimulation.
Propofol is one of the most commonly used general anesthetics in
humans. A recent study found that a clinically relevant concentration of
propofol restricts the mobility of syntaxin-1 and increases nanoclus-
tering of syntaxin-1 molecules on the plasma membrane of PC12 cells
and NMJs of Drosophila larvae (Bademosi et al., 2018b). Interestingly,
preventing the interaction between syntaxin-1 and SNAP-25 and
SNARE assembly blocked this eﬀect, suggesting that propofol can in-
terfere with the building up of a release site and render cells fusion
incompetent. Whether propofol-induced syntaxin1A conﬁnement to
nanoclusters is a cause or a consequence of impaired neurotransmission
remains to be investigated. This study also demonstrates that single-
molecule imaging could be used for screening small molecules, as re-
cently proposed (Beghin et al., 2017).
Overall, the studies discussed above show that cholesterol, protein-
protein interactions, electrostatic protein-lipid interactions, hydro-
phobic mismatch, SNARE complex assembly and perhaps additional as
yet unknown factors collectively modulate the dynamic organization of
syntaxin-1 on the plasma membrane. Future work will focus on un-
derstanding how these multiple mechanisms act in concert to regulate
syntaxin-1 clustering and the exocytic machinery.
5. Computational models of syntaxin-1 dynamics on the plasma
membrane
Computational models have helped to advance our understanding of
the mechanisms underlying syntaxin-1 clustering and to interpret ex-
periments investigating syntaxin-1 dynamics on the plasma membrane
(Bademosi et al., 2017; Bar-On et al., 2012; Ribrault et al., 2011; Sieber
et al., 2007; Ullrich et al., 2015; van den Bogaart et al., 2011). Sieber
et al. (2007) constructed a model in which weak attraction and a cluster
size-dependent increase in repulsion between molecules regulate syn-
taxin-1 clustering on the plasma membrane. In this model, the relative
strengths of the attractive and repulsive forces determine the fractions
of syntaxin-1 molecules that are freely diﬀusing or trapped in clusters.
The model predictions quantitatively described FRAP-based measure-
ments of reaction-diﬀusion kinetics of syntaxin-1 in live PC12 cells. The
model predicted that syntaxin-1 clusters contain an average of 75 mo-
lecules and about 16% of total syntaxin-1 molecules is freely diﬀusing
on the plasma membrane. However, recent SPT experiments have re-
ported a much larger percentage of free syntaxin-1 molecules at neu-
ronal synapses (Ribrault et al., 2011; Schneider et al., 2015), at the
NMJs (Bademosi et al., 2017) and in PC12 cells (Kasula et al., 2016).
The observed diﬀerences in the percentage of free syntaxin-1 molecules
could stem from the diﬀerent imaging techniques and experimental
conditions used across studies. Ullrich et al. (2015) considered a similar
model where syntaxin-1 dynamics is governed by attractive and re-
pulsive forces between these molecules. One prediction was that al-
tering the interaction energy of these forces on the order of ∼1 KBT,
where KB is the Boltzmann constant and T is the temperature, could
drive the plasma membrane from a state with no clusters to a state
where all syntaxin-1 molecules are clustered. The model captured the
distribution of syntaxin-1 cluster size in the NMJs of ﬁxed Drosophila
larvae measured using STED and suggested that the observed diﬀer-
ences in the size distribution of syntaxin-1 clusters between active zones
and other regions could be due to subtle region-speciﬁc diﬀerences in
the interaction energies between syntaxin-1 molecules. Using Monte
Carlo-based simulations, Bar-On et al. (2012) investigated the inﬂuence
of syntaxin-1 clustering on cis-SNARE complex formation. This model
predicted that syntaxin-1 clustering reduces the extent of the cis-SNARE
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complex formation. Coarse-grained molecular dynamics simulations
have also been used to examine the interactions between syntaxin-1 and
PtdIns(4,5)P2 in nanodomains (van den Bogaart et al., 2011) and the
mechanism of fusion pore formation (Sharma and Lindau, 2018).
Computational models have helped to extract the kinetic parameters
of molecular interactions from SPT experiments. As discussed in section
2, Ribrault et al. (2011) revealed that freely diﬀusing syntaxin-1 dis-
played intermittent short and long pause events in cultured rat spinal
neurons. They developed a three-state model, with one state re-
presenting the freely diﬀusing syntaxin-1 molecules and the other two
states representing syntaxin-1 molecules bound to their partners. The
binding and unbinding reaction rate constants determined the transi-
tions between these three states. By constraining the model with FRAP
and SPT experiments, the authors estimated the kinetic reaction rate
constants and concluded that the interactions between syntaxin-1 and
its partners underlie the diverse syntaxin-1 motion patterns observed in
their experiments. Recently, Bademosi et al. (2017) employed a three-
state hidden Markov model, with each state distinguished by its diﬀu-
sion coeﬃcient, to analyse the single particle trajectories of syntaxin-1
in the NMJs of live Drosophila larvae (Fig. 3). Individual syntaxin-1
molecules stochastically switched between at least three diﬀusive
states: a slow diﬀusive state with a diﬀusion coeﬃcient of
∼0.07 μm2 s−1, an intermediate state with a diﬀusion coeﬃcient of
∼0.17 μm2 s−1 and a fast-diﬀusive state with a diﬀusion coeﬃcient of
∼0.46 μm2 s−1 (Fig. 3). Syntaxin-1 molecules trapped in clusters would
be expected to have a lower diﬀusion coeﬃcient than freely diﬀusing
molecules. The observed diﬀusion-state switching behaviour is there-
fore suggestive of dynamic exchange between free and clustered states
of syntaxin-1 at NMJs. The authors then investigated how synaptic
activity aﬀects syntaxin-1 state occupancy, which reﬂects the amount of
time molecules spend in the respective diﬀusive state. Raising synaptic
activity by thermogenetic neuronal stimulation substantially increased
syntaxin-1 state occupancy in the fast-diﬀusive state and decreased its
occupancy in the slow diﬀusive state (Fig. 3). These results suggest that
syntaxin-1 molecules are released from clusters during stimulation of
neurotransmitter release at the NMJs of Drosophila larvae, and that
neuronal activity modulates the exchange rates between free and
clustered subpopulations of syntaxin-1.
It is apparent from the work described above that computational
models can play a vital role in shaping our understanding of the
working principles of the exocytic machinery. Future modelling eﬀorts
will focus on identifying properties of the molecular interaction net-
work that could potentially link syntaxin-1 clustering, SNARE complex
formation and regulated exocytosis.
6. Concluding remarks
Complex formation between SNAREs on the plasma membrane and
the vesicle membrane is critical for exocytosis. Although key proteins
regulating SNARE complex assembly and exocytosis have been identi-
ﬁed (Jahn and Fasshauer, 2012), a conceptual framework describing
the temporal sequence of molecular interactions involved in vesicle
docking, priming and fusion leading to exocytosis is still lacking. As
discussed in this review, super-resolution imaging techniques have
provided critical insights into the nanoscale organization and dynamics
of syntaxin-1 in the plasma membrane of neurosecretory cells and
neurons. It is becoming clear that activity alters the dynamics and
molecular composition of syntaxin-1 nanoclusters on the plasma
membrane (Bademosi et al., 2017; Kasula et al., 2016). Future work will
focus on elucidating the functional link between the dynamics and
molecular composition of individual syntaxin-1 nanoclusters and ve-
sicle docking, priming and fusion events. Other SNAREs and regulatory
proteins are also known to form nanoclusters in the plasma membrane.
By applying super-resolution imaging approaches to study their dy-
namic nanoscale organization and vesicle dynamics (Joensuu et al.,
2016, 2017), a more comprehensive picture of the dynamics of the
exocytic molecular machinery will be developed, thereby revealing the
principles that govern regulated exocytosis.
Author contributions
PP, ATB, RK, EL, PV, and FAM wrote the paper.
Conﬂicts of interest
The authors declare no conﬂict of interest.
Acknowledgements
The authors thank Rowan Tweedale (Queensland Brain Institute
(QBI)) for critical appraisal of the manuscript, Nick Valmas (QBI) for
help with preparing Fig. 1 and Mahdie Mollazade (QBI) for helpful
discussions. This work was supported by an Australian Research
Council (ARC) Discovery Project grant (DP170100125) and a National
Health and Medical Research Council (NHMRC) Senior Research Fel-
lowship (1060075) to F.A.M.
References
Annibale, P., et al., 2011. Identiﬁcation of clustering artifacts in photoactivated locali-
zation microscopy. Nat. Methods 8, 527.
Aoyagi, K., et al., 2005. The activation of exocytotic sites by the formation of phospha-
tidylinositol 4,5-bisphosphate microdomains at syntaxin clusters. J. Biol. Chem. 280,
17346–17352.
Bademosi, A.T., et al., 2018a. In vivo single-molecule tracking at the Drosophila pre-
synaptic motor nerve terminal. JoVE(131), e56952.
Bademosi, A.T., et al., 2017. In vivo single-molecule imaging of syntaxin1A reveals
polyphosphoinositide- and activity-dependent trapping in presynaptic nanoclusters.
Nat. Commun. 8, 13660.
Bademosi, A.T., et al., 2018b. Trapping of syntaxin1a in presynaptic nanoclusters by a
clinically relevant general anesthetic. Cell Rep. 22, 427–440.
Bar-On, D., et al., 2012. Super-resolution imaging reveals the internal architecture of
nano-sized syntaxin clusters. J. Biol. Chem. 287, 27158–27167.
Barg, S., et al., 2010. Syntaxin clusters assemble reversibly at sites of secretory granules in
live cells. Proc. Natl. Acad. Sci. U. S. A. 107, 20804–20809 201014823.
Beghin, A., et al., 2017. Localization-based super-resolution imaging meets high-content
screening. Nat. Methods 14, 1184–1190.
Coltharp, C., et al., 2014. Quantitative analysis of single-molecule superresolution
Fig. 3. Hidden Markov modelling reveals distinct diﬀusive states of syn-
taxin-1A-mEos2 molecules at the NMJs of live Drosophila larvae. (A) A
three-state hidden Markov model and the parameters inferred by variational
Bayes single-particle tracking analysis of trajectories from NMJs of live
Drosophila larvae at 30 °C without dTRPA1 expression (left) and with dTRPA1
expression (right). Circles represent the diﬀerent diﬀusive states. (B–C) The
apparent diﬀusion coeﬃcients (B) and the state occupancies (C) inferred by
analysing trajectories from NMJs without (white bars) and with (black bars) the
expression of dTRPA1 at 30 °C. This ﬁgure is adapted with permission from
Bademosi et al. (2017).
P. Padmanabhan, et al. Neuropharmacology xxx (xxxx) xxx–xxx
6
images. Curr. Opin. Struct. Biol. 28, 112–121.
Couteaux, R., Pecot-Dechavassine, M., 1970. Synaptic vesicles and pouches at the level of
"active zones" of the neuromuscular junction. C R Acad Sci Hebd Seances Acad Sci D
271, 2346–2349.
Durisic, N., et al., 2014. Quantitative super-resolution microscopy: pitfalls and strategies
for image analysis. Curr. Opin. Chem. Biol. 20, 22–28.
Endesfelder, U., Heilemann, M., 2014. Art and artifacts in single-molecule localization
microscopy: beyond attractive images. Nat. Methods 11, 235.
Gandasi, N.R., Barg, S., 2014. Contact-induced clustering of syntaxin and munc18 docks
secretory granules at the exocytosis site. Nat. Commun. 5, 3914.
Giannone, G., et al., 2010. Dynamic superresolution imaging of endogenous proteins on
living cells at ultra-high density. Biophys. J. 99, 1303–1310.
Gibson, T.J., et al., 2013. The transience of transient overexpression. Nat. Methods 10,
715.
Halemani, N.D., et al., 2010. Structure and dynamics of a two-helix SNARE complex in
live cells. Traﬃc 11, 394–404.
Han, J., et al., 2017. The multifaceted role of SNARE proteins in membrane fusion. Front.
Physiol. 8, 5.
Jahn, R., Fasshauer, D., 2012. Molecular machines governing exocytosis of synaptic ve-
sicles. Nature 490, 201–207.
Jahn, R., et al., 2003. Membrane fusion. Cell 112, 519–533.
Joensuu, M., et al., 2017. Visualizing endocytic recycling and traﬃcking in live neurons
by subdiﬀractional tracking of internalized molecules. Nat. Protoc. 12, 2590–2622.
Joensuu, M., et al., 2016. Subdiﬀractional tracking of internalized molecules reveals
heterogeneous motion states of synaptic vesicles. J. Cell Biol. 215, 277–292.
Kasula, R., et al., 2016. The Munc18-1 domain 3a hinge-loop controls syntaxin-1A na-
nodomain assembly and engagement with the SNARE complex during secretory ve-
sicle priming. J. Cell Biol. 7, 847–858.
Kavanagh, D.M., et al., 2014. A molecular toggle after exocytosis sequesters the pre-
synaptic syntaxin1a molecules involved in prior vesicle fusion. Nat. Commun. 5,
5774.
Khuong, T.M., et al., 2013. Synaptic PI(3,4,5)P3 is required for Syntaxin1A clustering and
neurotransmitter release. Neuron 77, 1097–1108.
Killian, J.A., 1998. Hydrophobic mismatch between proteins and lipids in membranes.
Biochim. Biophys. Acta 1376, 401–415.
Klar, T.A., Hell, S.W., 1999. Subdiﬀraction resolution in far-ﬁeld ﬂuorescence micro-
scopy. Opt. Lett. 24, 954–956.
Knowles, M., et al., 2010. Single secretory granules of live cells recruit syntaxin-1 and
synaptosomal associated protein 25 (SNAP-25) in large copy numbers. Proc. Natl.
Acad. Sci. U. S. A. 107, 20810–20815.
Lambert, T.J., Waters, J.C., 2017. Navigating challenges in the application of super-
resolution microscopy. J. Cell Biol. 216, 53–63.
Lang, T., et al., 2001. SNAREs are concentrated in cholesterol‐dependent clusters that
deﬁne docking and fusion sites for exocytosis. EMBO J. 20, 2202–2213.
Laux, T., et al., 2000. GAP43, MARCKS, and CAP23 modulate PI(4,5)P(2) at plasma-
lemmal rafts, and regulate cell cortex actin dynamics through a common mechanism.
J. Cell Biol. 149, 1455–1472.
Li, P., et al., 2018. Actin remodeling in regulated exocytosis: toward a mesoscopic view.
Trends Cell Biol. 28, 685–697.
Maglione, M., Sigrist, S.J., 2013. Seeing the forest tree by tree: super-resolution light
microscopy meets the neurosciences. Nat. Neurosci. 16, 790–797.
Maidorn, M., et al., 2019. Nanobodies reveal an extra-synaptic population of SNAP-25
and Syntaxin 1A in hippocampal neurons. mAbs 11, 305–321.
Manley, S., et al., 2008. High-density mapping of single-molecule trajectories with pho-
toactivated localization microscopy. Nat. Methods 5, 155–157.
Martin, S., et al., 2013. The Munc18-1 domain 3a loop is essential for neuroexocytosis but
not for syntaxin-1A transport to the plasma membrane. J. Cell Sci. 126, 2353–2360.
Martin, T.F., 2003. Tuning exocytosis for speed: fast and slow modes. Biochim. Biophys.
Acta 1641, 157–165.
Merklinger, E., et al., 2017. The packing density of a supramolecular membrane protein
cluster is controlled by cytoplasmic interactions. elife 6, e20705.
Milovanovic, D., et al., 2015. Hydrophobic mismatch sorts SNARE proteins into distinct
membrane domains. Nat. Commun. 6, 5984.
Milovanovic, D., Jahn, R., 2015. Organization and dynamics of SNARE proteins in the
presynaptic membrane. Front. Physiol. 6, 89.
Milovanovic, D., et al., 2016. Calcium promotes the formation of syntaxin 1 mesoscale
domains through phosphatidylinositol 4, 5-bisphosphate. J. Biol. Chem. 291,
7868–7876.
Murray, D.H., Tamm, L.K., 2009. Clustering of syntaxin-1A in model membranes is
modulated by phosphatidylinositol 4, 5-bisphosphate and cholesterol. Biochemistry
48, 4617–4625.
Murray, D.H., Tamm, L.K., 2011. Molecular mechanism of cholesterol- and polypho-
sphoinositide-mediated syntaxin clustering. Biochemistry 50, 9014–9022.
Nicovich, P.R., et al., 2017. Turning single-molecule localization microscopy into a
quantitative bioanalytical tool. Nat. Protoc. 12, 453–460.
Ohara-Imaizumi, M., et al., 2004. Site of docking and fusion of insulin secretory granules
in live MIN6 β cells analyzed by TAT-conjugated anti-syntaxin 1 antibody and total
internal reﬂection ﬂuorescence microscopy. J. Biol. Chem. 279, 8403–8408.
Pertsinidis, A., et al., 2013. Ultrahigh-resolution imaging reveals formation of neuronal
SNARE/Munc18 complexes in situ. Proc. Natl. Acad. Sci. U. S. A. 110, E2812–E2820.
Ribrault, C., et al., 2011. Syntaxin1A lateral diﬀusion reveals transient and local SNARE
interactions. J. Neurosci. 31, 17590–17602.
Richter, K.N., et al., 2018. Glyoxal as an alternative ﬁxative to formaldehyde in im-
munostaining and super‐resolution microscopy. EMBO J. 37, 139–159.
Rickman, C., et al., 2010. t-SNARE protein conformations patterned by the lipid micro-
environment. J. Biol. Chem. 285, 13535–13541.
Rickman, C., et al., 2004. High aﬃnity interaction of syntaxin and SNAP-25 on the plasma
membrane is abolished by botulinum toxin E. J. Biol. Chem. 279, 644–651.
Ries, J., et al., 2012. A simple, versatile method for GFP-based super-resolution micro-
scopy via nanobodies. Nat. Methods 9, 582.
Rizo, J., et al., 2006. Unraveling the mechanisms of synaptotagmin and SNARE function
in neurotransmitter release. Trends Cell Biol. 16, 339–350.
Rust, M.J., et al., 2006. Sub-diﬀraction-limit imaging by stochastic optical reconstruction
microscopy (STORM). Nat. Methods 3, 793–795.
Saka, S.K., et al., 2014. Multi-protein assemblies underlie the mesoscale organization of
the plasma membrane. Nat. Commun. 5, 4509.
Schneider, R., et al., 2015. Mobility of calcium channels in the presynaptic membrane.
Neuron 86, 672–679.
Sharma, S., Lindau, M., 2018. Molecular mechanism of fusion pore formation driven by
the neuronal SNARE complex. Proc. Natl. Acad. Sci. U. S. A. 115, 12751–12756.
Sieber, J.J., et al., 2006. The SNARE motif is essential for the formation of syntaxin
clusters in the plasma membrane. Biophys. J. 90, 2843–2851.
Sieber, J.J., et al., 2007. Anatomy and dynamics of a supramolecular membrane protein
cluster. Science 317, 1072–1076.
Sudhof, T.C., Rothman, J.E., 2009. Membrane fusion: grappling with SNARE and SM
proteins. Science 323, 474–477.
Sydor, A.M., et al., 2015. Super-resolution microscopy: from single molecules to supra-
molecular assemblies. Trends Cell Biol. 25, 730–748.
Tanaka, K.A., et al., 2010. Membrane molecules mobile even after chemical ﬁxation. Nat.
Methods 7, 865.
Ullrich, A., et al., 2015. Dynamical organization of syntaxin-1A at the presynaptic active
zone. PLoS Comput. Biol. 11, e1004407.
van den Bogaart, G., et al., 2011. Membrane protein sequestering by ionic protein–lipid
interactions. Nature 479, 552.
Vanhauwaert, R., et al., 2017. The SAC1 domain in synaptojanin is required for autop-
hagosome maturation at presynaptic terminals. EMBO J. 36, 1392–1411.
Wang, S., et al., 2014. Characterization and development of photoactivatable ﬂuorescent
proteins for single-molecule–based superresolution imaging. Proc. Natl. Acad. Sci. U.
S. A. 111, 8452–8457 201406593.
Whelan, D.R., Bell, T.D., 2015. Image artifacts in single molecule localization microscopy:
why optimization of sample preparation protocols matters. Sci. Rep. 5, 7924.
Xia, D., et al., 2016. Mobility and subcellular localization of endogenous, gene-edited Tau
diﬀers from that of over-expressed human wild-type and P301L mutant Tau. Sci. Rep.
6, 29074.
Yang, L., et al., 2012. Secretory vesicles are preferentially targeted to areas of low mo-
lecular SNARE density. PLoS One 7, e49514.
Zilly, F.E., et al., 2011. Ca2+ induces clustering of membrane proteins in the plasma
membrane via electrostatic interactions. EMBO J. 30, 1209–1220.
P. Padmanabhan, et al. Neuropharmacology xxx (xxxx) xxx–xxx
7
